. Schematic of kdnase gene knockout strategy and Southern blot analysis. The knockout construct (top) in pCambia contained the hygromycin resistance cassette (Hyg R ) (1.5 kbp: containing the hph gene from E. coli flanked by the trpC promoter and terminator sequences from A. nidulans) that was flanked by 1 kbp kdnase up-and downstream sequences. Homologous recombination via Agrobacterium-mediated transformation at A. fumigatus chromosome 4 at the kdnase coding region replaced the kdnase gene with the Hyg R cassette. The location of the DIG-labelled probe used for Southern blotting is shown as a grey box. Double-sided grey arrows illustrate the size of the DNA segments that were probed after XhoI restriction digest of the DNA: for the wild type locus, the expected size of segment binding to probe is 1595 bp, and in the Δkdnase strain, the expected size of segment is 4476 bp. Figure S2 . Southern blot confirming single copy homologous insertion of the knockout construct at the kdnase locus. Genomic DNA from wild type A. fumigatus and 3 putative kdnase knockout mutants was digested with the restriction enzyme Xho1 which cuts at a recognition sequence in the kdnase gene and in the downstream region but not in the hph cassette (Fig S1) . Genomic DNA to be used in the Southern blot was extracted via the CTAB method (Carlson et al. 1991) . The probe was amplified from the downstream sialidase flanking region (242 bp downstream of the stop codon) by the primers 5'-TCACTGGGCTAATCCCTGAC and 5'-TGCACTCTCACTCCAAATGC. The probe was labeled using the DIG High-Prime DNA Labelling and Detection Starter Kit II (Roche) according to the manufacturer's protocol. PCR amplification of the probe was performed with iProof (Bio-rad) polymerase as per manufacturer's protocol. Lane 1 -wild type A. fumigatus; lanes 2,3 and 7 -size ladder; lanes 4-6 -kdnase knockout strains. Figure S3 . PCR screening for successful ectopic insertion of the wild type kdnase gene into the Δkdnase genome. PCR was performed on genomic DNA extracted from wild type, Δkdnase, and putative rescued strains. Primers bound on either side of the Kdnase coding region: primer sequences were 5'-CGGAATCGGGAAGAAGTATT-3' and 5'-TCAGGATGTGATTTCACACGA-3'. Lane 1: WT -a band at 1.6 kb resulted from 400 bp of flanking sequence in addition to the 1.2kb kdnase gene; Lane 2: Δkdnase knockout strain-a band at 1.9 kb resulted from 400 bp of flanking sequence plus the 1.5 kb hph cassette. Lane 3: Rescued strain with ectopic copy of the kdnase gene -both bands amplified. Figure S4 . A. Growth of the Δkdnase strain is inhibited by 1M sorbitol over 72 h of growth at 37 °C. Wild type and Δkdnase conidia were inoculated into 96 well microdilution plates, containing RPMI plus sorbitol media supplemented with resazurin, at a concentration of 2x10 5 conidia/mL and incubated at 37 ºC. Fluorescence from resorufin was monitored as an indicator of fungal growth (excitation wavelength = 560nm; emission wavelength = 590nm). Wild type -black circles; black squaresΔkdnase. B. Morphology of WT and Δkdnase strains in slide culture after growth at 37°C for 24 h in YAG supplemented with 1M sorbitol. Compared to WT, the Δkdnase hyphae have a hyperbranched phenotype. Figure S9 . Representative Mac3+ stained images of sections from mice exposed to wild type (WT) or Δkdnase (KO) A. fumigatus conidia followed by AmBisome (AB) treatment. Images were captured at 100X magnification. Arrows point to a subset of the red cells that were considered Mac3+.
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